Three different sets of primers were designed using FASTA homology search and PRIMERSELECT for the specific detection of Neisseria gonorrhoeae using polymerase chain reaction (PCR). These primers amplified the highly conserved regions of genes 
INTRODUCTION
The genus Neisseria includes humanspecific pathogens, Neisseria gonorrhoeae and Neisseria meningitis, which cause gonorrhoeae/ pelvic inflammatory disease and bacterial 
MATERIALS AND METHODS

Bacterial Strains
The Neisseria gonorrhoeae strains used 
Selection of Primers
Primers were designed using PRIMER- 
RESULTS
Designing of PCR Primers
The key to any polymerase chain reaction is a pair of oligonucleotide primers of defined sequence. For N.gonorrhoeae, DNA sequences of three genes were selected for primer designing. These are Open Reading Table 1 for their seauence) and ordered from Bangalore Genei, India Pvt. Ltd. 
Specificity of primers for amplification of
N.gonorrhoeae
The three sets of primers designed by us (Table 1) were evaluated in a PCR assay for the specificity. All the three sets of primers designed by us amplified N.gonorrhoeae DNA sequence isolated from all the eight strains ( Fig. 1 and data not presented). However, the PCR primer pair Of the three sets of primers, the Ngu3 and Ngu4 primer set, which amplifies 23S rRNA gene, gave a single PCR product of 650 bp and was used for further standardization process. It is important to mention here that each experiment was repeated at least three times.
All assays were assembled at 4~ Care was also taken to prevent any possible cross contamination by using gloves and disposable tips and tubes. Product ]Prirr,.e~
Optimization of PCR conditions
The optimum annealing temperature was found to be 51~ for primer sets Ngul/Ngu2 and Ngu3/Ngu4 while for primer set Ngu5/Ngu6, the optimum annealing temperature was found to be 55~ For all the three sets of primers, the optimum concentration of Mg 2+ for maximum and specific amplification was found to be 2.5mM.
The optimum concentration of primers was found to be 50pmoles/assay (Fig.3, lanes 5-7) . High concentrations of primers (100pmoles and above), resulted in spurious PCR product, whereas at low concentrations (1-20pmoles), a decrease in the yield of the product was observed suggesting that primer concentration may not be sufficient (data not presented). These experiments also verified that all the four DNA bands observed on agarose gel that were being amplified with Ngul/Ngu2 and Ngu5/Ngu6 primer pairs are specific to N.gonorrhoeae.
Sensitivity of PCR assay
In order to check the sensitivity of the PCR assay optimized by us, different concentrations of DNA (25ng to 100ng) were used. Using the serial (Fig. 3, lanes 1-3) .
DISCUSSION
The ability to identify the pathogen reliably is essential for the management of infectious diseases such as Gonorrhea (or 
